Immunodetection by Western blot is a commonly used technique to study gene expression and protein synthesis (1, (3) (4) (5) following sodium dodecyl sulfate-polyacrylamide gel electrophoresis (SDS-PAGE) of protein and transfer of the protein to nitrocellulose membranes. Currently, chemiluminescencebased techniques represent convenient methods to detect Western blot proteins on X-ray film (5) . However, unlike assays that use radioisotope-labeled reagents, there are no ideal molecular weight markers to serve as a reference during the chemiluminescent detection of Western blot proteins. Although biotin-labeled or pre-stained protein molecular weight markers are available, these proteins show altered mobility and give inaccurate molecular weight determinations. Alternatively, molecular weight markers may be stained separately using Coomassie ® Brilliant Blue or silver staining (1, 6) , but this is cumbersome and the markers cannot be seen on X-ray film with an accurate molecular weight reference.
In this report, we describe the chemiluminescent detection of molecular weight markers using a commercially available antibody. The advantage of this technique is that it allows immunodetection of the molecular weight markers simultaneously with experimental samples as an autoradiographic image on X-ray film with an accurate molecular weight reference.
Recently, we used a commercial polyclonal rabbit anti-inducible nitric oxide synthase (iNOS) antibody (Affinity Bioreagents, Neshanic Station, NJ, USA) to detect iNOS in extracts of woodchuck hepatocytes. The antibody reacted with the 10-kDa Protein Ladder (Life Technologies, Gaithersburg, MD, USA) and demonstrated sharp bands ( Figure 1) .
Separation of the protein ladder (5 µ L of protein ladder/lane) was achieved by SDS-PAGE (10%-12% polyacrylamide) using an SE 600 Series Vertical Slab Gel Unit (Hoefer Pharmacia Biotech, San Francisco, CA, USA) at 30 V for 3 h at 10°C. After electrophoresis, the proteins were transferred to polyvinylidene difluoride (PVDF) membranes (Immobilon ® -P; Millipore, Bedford, MA, USA) using a Trans-Blot ® apparatus (Bio-Rad, Hercules, CA, USA) at 100 mÅ for 12 h at 4°C. For immunodetection, membranes were incubated in blocking buffer (1% nonfat dry milk in phosphate-buffered saline [PBS] + 0.3% Tween ® 20) containing a 1:10 000 dilution of polyclonal anti-iNOS antibody for 1 h with agitation. After rinsing with water and washing with PBS plus 0.3% Tween 20, the membrane was incubated in blocking buffer containing an alkaline phosphatase conjugated secondary antibody (goat anti-rabbit IgG [H+L] alkaline phosphatase; Life Technologies) for 1 h. After washing as above, the membrane was incubated in activation buffer (100 mM Tris-HCl, pH 10.0, 100 mM NaCl and 50 mM MgCl 2 ) for 15 min. Lumi-Phos ™ 530 (Lumigen, Detroit, MI, USA) was applied to the membrane 
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and exposed to X-ray film for 1-2 h at 37°C before development of the film. Figure 1 shows the Coomassiestained and chemiluminescence-detected 10-kDa Protein Ladders (5 µ L/lane) after 10% SDS-PAGE and electroblot. The 10-kDa protein ladder detected by Coomassie staining consisted of 12 bands ranging from 10-120 kDa in 10-kDa increments, plus a 200-kDa band ( Figure 1A) . The 50-kDa band was made more intense by the manufacturer for easy orientation (2) . All but the 200-kDa band were detected by the antiiNOS antibody, resulting in sharp, distinct bands on the autoradiogram, with a greater intensity of the 50-kDa band ( Figure 1B ). Anti-iNOS antibody crossreacted with the 10-120-kDa protein markers in the ladder, which are produced by partial cleavage of a 120-kDa precursor protein (2) . The 200-kDa band was myosin and did not react with anti-iNOS antibody.
A 1:10 000 dilution of anti-iNOS antibody was sufficient to detect the protein ladder. Incubation of a primary antibody at a dilution of 1:1000 to 1:2000 with anti-iNOS antibody to detect the ladder at a 1:10 000 dilution should not result in background bands in most situations. Screening of brain, kidney, liver and heart tissues with 1:10 000 dilution of anti-iNOS showed minor cross-reactivity. To avoid interference caused by cross-reactivity, the membrane containing the molecular weight standards could be incubated separately from membranes containing the proteins of interest. For best results, cut the membranes of molecular weight standards and incubate them separately with the primary antibodies. After coincubation with the secondary antibody, combine the membranes simultaneously with an accurate molecular weight reference for immunodetection of the experimental samples on X-ray film. This technique should prove valuable for immunodetection of a molecular weight reference ladder in Western blot analysis of proteins using chemiluminescence.
Southern Blotting of Long-Term Preserved DNA
BioTechniques 22:595-596 (April 1997) As described recently by Jacobs and Neilan (2), long-term preservation of DNA in agarose gels can be achieved by placing the gel in 70% ethanol. According to them, this simple method for preserving DNA banding proved useful in performing ulterior photographs or gel comparison (2) . The transfer of DNA run in agarose gel onto a nylon membrane, or Southern blotting, is a widely used method of analyzing DNA fragments. However, it is time-consuming because of the extended incubation times required for transfer and hybridization (1) . Because of time constraints, it would occasionally be desirable to delay the moment at which blotting is to be performed. In this report, we extend the previous observations and show that long-term preservation of agarose gels in 70% ethanol still allows the efficient transfer of DNA onto nylon membrane in a state adequate for hybridization experiments.
Four Eco RI-digested DNA samples, including pUC19 (New England Biolabs, Mississauga, ON, Canada), CL22/pUC19, pGEX-4T-1 (Pharmacia Biotech, Baie d'Urfé, QC, Canada) and CL22/pGEX-4T-1, along with Hin dIIIdigested λDNA and Hae III-digested φ X174 DNA (Promega, Madison, WI, USA) as molecular weight markers, were loaded onto and run on four slabs of 1% agarose gel in TAE buffer (1) . The slabs were run in submarine gel electrophoresis tanks at 90 V for 60 min. Gel slab A was used to perform immediate passive transfer onto a Hybond ™-N+ membrane (Amersham, Oakville, ON, Canada) (1) and subsequent probe-labeling, hybridization and detection using ECL ™Direct Nucleic Acid Labeling System (Amersham), according to manufacturer's instructions. Autoradiography was then performed on Kodak X-OMAT ™AR film (Eastman Kodak, Rochester, NY, USA). For four days, the other three slabs were placed into one of three storage solutions: gel B in 100 mL of Vol. 22, No. 4 (1997) BioTechniques 595 Figure 1 . Electrophoresis of Eco RI-digested DNA samples in 1% agarose. Lane 1 contains 500 ng each of Hin dIII-digested λ DNA and Hae -III-digested φ X174 DNA, while lanes 2, 3, 4 and 5 contain 250 ng of Eco RI-digested DNA from pUC19 (2.9 kbp), CL22/pUC19 (fragments of 1.2 and 2.9 kbp), pGEX-4T-1 (4.9 kbp) and CL22/ pGEX-4T-1 (fragments of 1.2 and 4.9 kbp), respectively. The profile of lane 3 is a result of partial digestion. Gels were run at 90 V for 60 min.
